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I. CURING STUDIES 

A. ‘ BURLEY TOBACCO (1): The hurley tobacco is now fully cured. The 
curing time was extended to 9 weeks to allow full development of TSNA. Most 
of the analytical data has been obtained, but not processed. The final 
results will be available shortly. Constant values were obtained after the 
first week of curing when the protein content was monitored on a dry weight 
basis during curing, indicating that proteolytic activity was essentially 
complete after the first week. Cell counts obtained by culturing leaf orga¬ 
nisms on nutrient and tobacco-containing agar showed essentially no increase 
in the number of cells growing as a function of curing time. Nutrient agar 
was 10 times better at supporting growth than tobacco agar. 

B. V-446 TOBACCO (1): The V-446 tobacco has also been cured in 9 weeks. 
Analytical data is not yet available for the cured lamina. These data will 
be available for processing shortly as well. 

II. ORGANIC NITROSATING AGENTS (2) 

When nitrosated tobacco wax fractions were allowed to react with 2- 
ethylpiperidine for 10 days at 37.5°C in ethyl acetate solution and then' 
examined for the presence of N-nitroso-2-ethylpiperidine, positive results 
were obtained. Although the various combinations of wax and treatments have 
not all been looked at as yet, there is definite indication that tobacco wax 
constituents can form nitrosating agents (NSA). This suggests that agents 
such as this may be formed from nitrite and terpenes present in cells of the 
growing leaves. The nitrosation would then be postponed until the integrity 
of membranes is lost. Formation of nitrosamines could then occur during 
curing, even though nitrite is not present at detectable levels. This fits 
the data that has been obtained in the 1984 curing studies, and early indica¬ 
tions are that the same pattern will be seen in the current studies. 

Plans are now being 1 made to further examine the nitrosating agent forma¬ 
tion hypothesis. Experiments have been designed to investigate the effect of 
nitrate regimen on organic NSA, and TSNA formation. Other experiments may be 
designed to determine which types of compounds actually form the NSA. 

III. SERVICE TO OTHER PROJECTS 

A series of bright tobacco samples were submitted by Dan Teng for 
nitrate, minor alkaloids, and TSNA analysis (3). These samples had been 
subjected to various treatments, such as freeze-drying, other drying methods. 
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flue-curing, and DET expansion. Also, a similar series that had been treated 
with Ethreli before priming was submitted. The results of these analyses were 
reported in a memo (4). 

Nicotine and minor alkaloids were determined on a sample of Coker 319 
tobacco that had been grafted onto tomato roots, field-grown to maturity, and 
flue-cured (5). Samples of low alkaloid bright and burley filler were also 
analyzed' for nicotine and minor alkaloids as well as TSNA (6). 
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